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Prajakta C. Shimpi, Vijay R. More, Maneesha Paranjpe, Ajay C. Donepudi, Jaclyn M. Goodrich, Dana C. Dolinoy, Beverly Rubin, and Angela L. Slitt Table of Contents   Table S1 : Primer sequences for quantitative RT-PCR Table S2 : List of primary and secondary antibodies for western blot and chromatin immunoprecipitation assay . Raw data was normalized to respective control expression, and statistical differences between the groups were analyzed by student's t-test. Asterisk (*) represents significant difference in expression between BPA treated and control animals (p≤0.05). Hepatic TG and lipogenic gene expression remained unchanged after PNPP BPA exposure in male mice.
Supplementary figure S3: Evaluation of perinatal peripubertal (PNPP) exposure to BPA mRNA expression of β β-oxidation targets and lipolytic genes in livers of female CD-1 mice (A. Week 5; B. Week 39).
Messenger RNA was converted to cDNA and subsequently quantified using real time polymerase chain reaction (RT-PCR) using primers specific for peroxisome proliferator-activated receptor alpha (Ppar-α), cytochrome P450 4a10 (Cyp4a10), carnitine palmitoyltransferase 1a (Cpt1a), Enoyl-CoA, 3-hydroxyacyl CoA Dehydrogenase, a proximal L-bifunctional protein (Ehhdh), proliferator-activated receptor gamma coactivator-1 alpha (Pgc1-α), and sirtuin1 (Sirt1). Raw data was normalized to respective control expression, and statistical differences between the groups were analyzed by student's ttest. Asterisk (*) represents significant difference in expression between BPA treated and control animals (p≤0.05). PNPP BPA exposure suppresses expression of few of lipolytic genes at W5, but effects were not consistent in W39. Messenger RNA was converted to cDNA and subsequently quantified using real time polymerase chain reaction (RT-PCR) using primers specific for tumor necrosis factor alpha (Tnf-α), monocyte chemoattractant protein (Mcp1), interleukin-6 (Il-6), Il-1β. Statistical differences between the groups were analyzed by student's t-test. Asterisk (*) represents significant difference in expression between BPA treated and control animals (p≤0.05). Inflammation and insulin signaling targets remained largely unaltered with PNPP BPA exposure, except Il-6 and G6pase which were induced only in W5. A. Amount of methylated DNA was assessed by quantifying 5-methyalcytosine content using MethylFlash™ Methylated DNA Quantification Kit (Epigentek, Farmingdale NY). PNPP BPA exposure did not affect global DNA methylation in W5, but increase in W39 female livers. B. mRNA expression of DNA methyltransferase (Dnmt1, 3a and 3b) enzyme was quantified by RT-PCR using specific primers. Statistical differences between the groups were analyzed by student's t-test. Asterisk (*) represents significant difference in expression between BPA treated and control animals (p≤0.05). PNPP BPA exposure doesn't change Dnmt expression in both W5 and W39. The blots were quantified by ImageJ and graphs represent ratio of phosphorylated protein to the total protein expression. Statistical differences between the groups were analyzed by student's t-test. Asterisk (*) represents significant difference in expression between BPA treated and control animals (p≤0.05). In W5 female livers pAmpk/Ampk ratio remains same upon BPA exposure and in W39 female PNPP BPA exposure increased pAMP/Ampk ratio. In both ages pAkt/Akt ratio remained unchanged with BPA expsorue. Messenger RNA was converted to cDNA and subsequently quantified using real time polymerase chain reaction (RT-PCR) using primers specific for insulin receptor substrate 1 (Irs1), Irs2, Akt1, Akt2, glucose transporter 2 (Glut2), glucose-6-phosphatase (G6pase) and phosphoenol pyruvate carboxykinase (Pepck). Statistical differences between the groups were analyzed by student's ttest. Asterisk (*) represents significant difference in expression between BPA treated and control animals (p≤0.05). Inflammation and insulin signaling targets remained largely unaltered with PNPP BPA exposure, except Il-6 and G6pase, which were induced only in W5. Expression of histone deacetylase (Hdac1, Hdac2, Hdac3) was measured by RT-PCR using specific primers. PNPP BPA exposure doesn't alter Hdac expression at both ages (W5 and W39). C and D. Relative levels of histone H3 acetylation were measured by western blot analysis of acetylated H3 histone and total H3 histone and calculation the ratio of acetyl-H3K9 to total H3 of blot quantification. Statistical differences between the groups were analyzed by student's t-test. Asterisk (*) represents significant difference in expression between BPA treated and control animals (p≤0.05). Histone acetylation level was not different between control and BPA exposed W5 female liver, however W39 showed less expression of H3K9 with BPA exposure. 
